Abstract: Background: Osteoarthritis (OA) is a progressive and multifactorial disease that is associated with aging. A number of changes occur in aged cartilage, such as increased oxidative stress, decreased markers of healthy cartilage, and alterations in the autophagy pathway. Propolis extracts contain a mixture of polyphenols and it has been proved that they have high antioxidant capacity and could regulate the autophagic pathway. Our objective was to evaluate the effect of ethanolic extract of propolis (EEP) on chondrocytes that were stimulated with IL-1β. Methods: Rabbit chondrocytes were isolated and stimulated with IL-1β and treated with EEP. We evaluated cell viability, nitric oxide production, healthy cartilage, and OA markers, and the expression of three proteins associated with the autophagy pathway LC3, ATG5, and AKT1. Results: The EEP treatment reduces the expression of LC3, ATG5, and AKT1, reduces the production of nitric oxide, increases the expression of healthy markers, and reduces OA markers. Conclusions: These results suggest that treatment with EEP in chondrocytes that were stimulated with IL-1β has beneficial effects, such as a decrease in the expression of proteins associated with autophagy, MMP13, and production of nitric oxide, and also increased collagen II.
Introduction
Osteoarthritis (OA) is a progressive, degenerative, and multifactorial joint that is disease characterized by a progressive loss of articular cartilage, subchondral bone sclerosis, osteophyte formation and synovial inflammation that has been positioned as the world-wide leading cause of pain and dysfunction [1] [2] [3] [4] [5] [6] [7] . Moreover, the high prevalence of OA and its great impact on the work ability make this disease an important social problem [8, 9] .
Aging is one of the most important risk factors of OA [5, 6, [10] [11] [12] . In aged cartilage as well as in OA, there is an increased production of reactive nitrogen and oxygen species (RNOS) that impact the adult chondrocytes, since they become more susceptible to cell death mediated by RNOS [13, 14] . mediated in part by its RNOS scavenger action [62, 63] . Pinocembrin (PB) is one of the most abundant flavonoids in propolis [64] [65] [66] and it has been associated to the inhibition of MMP-1, MMP-3, and MMP-13 expression at both the protein and mRNA levels in cartilage [66] . Additionally, it is suggested that PB could protect the brain against ischemia-reperfusion injury, and the possible mechanisms might be attributed to the inhibition of apoptosis and reversed autophagy disfunction in the penumbra area [65, 67] .
Altogether, this evidence suggests a potential effect of propolis in reverting the alterations on the autophagy pathway in chondrocytes with OA, promoting the viability of the chondrocytes and the maintenance of healthy cartilage. Thus, the goal of our study was to evaluate the effect of ethanolic extract of propolis (EEP) in chondrocytes that were stimulated with IL-1β and its influence on the expression of proteins related to autophagy pathway and healthy and osteoarthritic marker.
Results

Characterization of Polyphenols Present in the EEP
The chromatographic profile of the EEP was obtained while using HPLC, showing about 53 peaks (Figure 1 ), whose identification was assigned by analyzing standards using the same conditions as in EEP sample, while considering the exact mass, UV absorption spectrum, and decomposition in the gas phase (fragmentation). Table 1 describes the identified compounds and related data. Additionally, the amount of PB was measured by mass spectrometer, resulting in a concentration of 44.1 mg mL −1 . 
Cell Viability Analysis after Treatments
Cell viability assay by trypan blue was performed to identify the highest dose of EEP that does not show a significant decrease in chondrocytes viability. After the EEP treatment using concentrations that ranged between 0 and 15 µg/mL, a significant decrease in cell viability was observed, starting from 5 µg/mL (Figure 2 ). For this reason, 2.5 µg/mL was selected as the dose for the following EEP treatments. The IL-1β, bafilomycin, and rapamycin doses were selected according to the literature and these did not significantly modify the viability of the chondrocytes (data not shown). 
Effect of OA Induction on Autophagy-Related Proteins
LC3I and LC3II proteins were detected by western blot (Figure 3a ) to evaluate the effect of IL-1β-induced OA on autophagy pathway. An increase in the protein expression of LC3I was observed under IL-1β inflammatory stimulus, similarly to that observed after the treatment with rapamycin (RAP), which corresponds to a well-known autophagy stimulator (Figure 3a,b) . Subsequently, no changes in the protein expression of LC3I or LC3II were observed when EEP or vehicle treatment was applied (Figure 3b,c) . The cells exposed to bafilomycin (BAF), an autophagy inhibitor, markedly increased LC3II expression (Figure 3a,c) . This accumulation in response to BAF treatment was described in the guidelines for the use and interpretation of assays for the monitoring autophagy by Klionsky et al. [7] , where the accumulation of LC3I and II can be obtained by interrupting the autophagosome-lysosome fusion step, increasing the number of autophagosomes. Finally, a decrease in LC3I was observed in OA-induced chondrocytes after EEP treatment when compared to cells stimulated with IL-1β (Figure 3a,b) . 
Effect of EEP Treatment on Autophagy Protein in OA Chondrocytes
To analyze the autophagy pathway in OA chondrocytes under EEP treatment, three proteins were selected: LC3, ATG5, and AKT1. The protein expression of LC3I had a significant decrease in the condition co-treated with IL-1β and EEP when compared to the IL-1β group, and there were no significant differences between EEP treatment, and the EEP and IL-1β condition (Figure 4a ). In relation to LC3 gene expression, a significant decrease was observed in OA chondrocytes that were treated with EEP, as compared to the IL-1β stimulated condition (Figure 4d ).
Regarding ATG5 protein expression, a significant decrease was observed in the condition of co-treated with IL-1β and EEP when compared to the IL-1β group and there were no significant differences between EEP treatment, and EEP and IL-1β condition (Figure 4b ). In relation to ATG5 gene expression, a significant decrease was observed in OA chondrocytes that were treated with EEP compared to IL-1β stimulated condition (Figure 4e ).
Finally, a significant decrease of AKT1 protein expression was observed in the condition co-treated with IL-1β and EEP when compared with the IL-1β group and there were no significant differences between EEP treatment, and EEP and IL-1β condition ( Figure 4c ). This effect was not reflected in the gene expression analysis (Figure 4f ). 
Effect of EEP Treatment on Cartilage Markers Expression in OA Chondrocytes
Collagen II (Col2a1) was selected as a healthy cartilage marker and MMP13 as OA marker. Col2a1 protein expression did not significantly change with EEP treatment when compared to the IL-1β stimulation. However, there is a significant increase from 1 to 1.4 in the condition of being co-treated with IL-1β and EEP when compared to the IL-1β stimulation, and between EEP, and IL-1β and EEP (Figure 5a ). On the other hand, a significant increase in gene expression is observed between the IL-1β and EEP condition, but not in the condition of being co-treated with IL-1β and EEP (Figure 5c ). 
Collagen II (Col2a1) was selected as a healthy cartilage marker and MMP13 as OA marker. Col2a1 protein expression did not significantly change with EEP treatment when compared to the IL-1β stimulation. However, there is a significant increase from 1 to 1.4 in the condition of being co-treated with IL-1β and EEP when compared to the IL-1β stimulation, and between EEP, and IL-1β and EEP (Figure 5a ). On the other hand, a significant increase in gene expression is observed between the IL-1β and EEP condition, but not in the condition of being co-treated with IL-1β and EEP (Figure 5c ).
There is a significant decrease in MMP13 protein expression when EEP treatment is co-treated with IL-1β stimulation as compared to the IL-1β condition and there were no significant differences between EEP treatment, and EEP and IL-1β co-treated condition (Figure 5b) . In relation to gene expression, there is a significant decrease in the EEP and IL-1β co-treatment when compared to the IL-1β condition (Figure 5d ). 
Effect of EEP Treatment on Chondrocytes Nitric Oxide Production Induced by the Inflammatory Stimulus
A significant increase in the amount of NO from 8 to 22 µM was observed in chondrocytes that were stimulated with IL-1β as compared to the control condition; this increase is reduced significantly to 16 µM with EEP treatment (Figure 6 ). In addition, EEP treatment does not modify the amount of NO in the supernatant compared to the control condition. On the other hand, the activation or inhibition of autophagy does not significantly modify the amount of NO that is released to the medium (Figure 6 ). There is a significant decrease in MMP13 protein expression when EEP treatment is co-treated with IL-1β stimulation as compared to the IL-1β condition and there were no significant differences between EEP treatment, and EEP and IL-1β co-treated condition (Figure 5b ). In relation to gene expression, there is a significant decrease in the EEP and IL-1β co-treatment when compared to the IL-1β condition (Figure 5d ).
A significant increase in the amount of NO from 8 to 22 µM was observed in chondrocytes that were stimulated with IL-1β as compared to the control condition; this increase is reduced significantly to 16 µM with EEP treatment (Figure 6 ). In addition, EEP treatment does not modify the amount of NO in the supernatant compared to the control condition. On the other hand, the activation or inhibition of autophagy does not significantly modify the amount of NO that is released to the medium (Figure 6 
Discussion
OA is the most common chronic degenerative joint disease and it heavily impacts on life quality [8, 9] . OA treatment is complex, because it is a multifactorial disease and current therapies are, at best, moderately effective pain relievers and several of these drugs have adverse effects [9] , so the development of safe treatments is necessary.
Autophagy is a highly conserved mechanism of homeostasis maintenance [55, 68] and its deregulation contributes to OA development. In fact, in late stages of OA, this process also could be conjunctly activated with apoptosis as an alternative pathway to chondroptosis [69, 70] . Hence, the modulation of autophagy can be a promising therapeutic strategy for OA, since it has the potential to counteract both effects of the inflammatory stimuli and age-related defects [8] .
Propolis is highly rich in active components and its extracts have numerous applications in treating various diseases [71] . PB is one of the most abundant flavonoid in propolis [65, 72] and it has drawn much attention for its broad spectrum of pharmacological properties, such as the reversion of autophagy dysfunction in the ischemia-reperfusion injury [65, 67] . We evaluated the amount of pinocembrin present in the Chilean propolis used in this study, since its composition depends on the source of the various trees that were used by honeybees [72, 73] . The used EEP contains a significant amount of pinocembrin, being polyphenol the most abundant extract (Figure 1 and Table 1 ). These results are corroborated by previous studies of propolis that were extracted from the same region [74] [75] [76] .
Given that autophagy defects could have a central role in OA, the objective of this study was to evaluate the potential effect of propolis in autophagy proteins on chondrocytes with OA. Importantly, there are no absolute criteria for determining autophagic status that are applicable in every biological or experimental context [7] . The radio between LC3I and LC3II is used to evaluate the autophagy pathway [55] . One limitation of our study was that it was not possible to calculate said radius due to the low abundance of LC3II, hence preventing reliable quantification. Therefore, it was decided to omit this indicator. Nevertheless, LC3I is used as a marker of autophagic induction [55] and the conversion pattern of LC3I to LC3II is dependent on the type and cellular context [7] , so we evaluated the expression of this marker in response of IL-1β stimulation.
Certain studies have indicated that stimulation with IL-1β could inhibit the autophagy pathway, especially in those that are associated with nutrient deprivation [77] . In our study, we decided to observe what happens with the autophagy pathway without a context of nutrient deprivation. 
Certain studies have indicated that stimulation with IL-1β could inhibit the autophagy pathway, especially in those that are associated with nutrient deprivation [77] . In our study, we decided to observe what happens with the autophagy pathway without a context of nutrient deprivation.
After the IL-1β stimulation, there was an increase in LC3I protein expression similar to the one that was observed with the autophagy inducer, rapamycin (Figure 3 ). This suggests that the inflammatory stimulus with IL-1β increases the expression of LC3, which is consistent with the literature [78] [79] [80] . On the other hand, a decrease in LC3I protein expression with EEP treatment on OA chondrocyte was observed, as compared to chondrocytes that were stimulated with IL-1β, which suggested that EEP could regulate the autophagy pathway (Figure 3) .
Subsequently, an analysis of gene and protein expression of three genes associated with the autophagy pathway was performed in response to IL-1β-stimulation and treatment with EEP in chondrocytes: LC3, ATG5, and AKT1. In response to IL-1β-stimulation, thee chondrocytes increased their protein expression of LC3I, ATG5, and AKT1 (Figure 4a-c) . This result was also observed in mRNA expression of LC3I and ATG5 (Figure 4d,e) , which suggested that the autophagy pathway is triggered by the inflammatory stimulus. Autophagy has been recognized as an adaptive response to stress that promotes survival, whereas in other cases it is capable of promoting cell death and morbidity [68] [69] [70] , and a functional relationship between both processes is postulated [34, 40, 41] . This is also consistent with the effects of another proinflammatory cytokine, TNFα, which also increases with age and in OA, which is additionally able to increase the expression of LC3 through the inhibition of AKT activation [79, 80] . AKT1 is an upstream regulator of mTOR and is usually considered a suppressor of autophagy, but it has been observed that some natural components activate autophagy with a concomitant increase in AKT phosphorylation [27] .
On the other hand, it has been shown that the acute stimuli of oxidative stress may be able to induce a positive regulation of autophagy in an adaptive way, which helps to restore intracellular homeostasis, however, an alteration in autophagy may be generated if this stress is prolonged [35] . In aged cartilage and the development of OA, there is an increase ROS levels and adult chondrocytes become more susceptible to cell death that is mediated by ROS [13, 14] . In addition, chondrocytes that are stimulated by proinflammatory cytokines, such as IL-1β, produce large amounts of nitric oxide [15, 16, 81, 82] , which contributes in part to this oxidative/nitrosative stress. This agrees with what we observed in chondrocytes that were stimulated with IL-1β ( Figure 6 ). We suggest that the alterations produced in chondrocytes with OA are partly produced by this oxidative stress that is induced by NO.
Some polyphenols might regulate several cellular targets that can thus induce or inhibit autophagy [54] , and it is thought that a partial restoration of basal autophagy might contribute to improving chondrocyte viability in OA [55] . Therefore, we evaluated whether the EEP, rich in polyphenols, could regulate the expression of the selected proteins. In response to EEP treatment, chondrocytes stimulated with IL-1β significantly decrease the protein expression of LC3I, ATG5, and AKT1 (Figure 4a-c) . This result was also observed in mRNA expression of LC3I and ATG5 (Figure 4d,e) . This suggests that EEP treatment, which is a rich mixture of polyphenols, particularly pinocembrin, could be able to return to it basal levels of autophagy. Recently, it has been reported that Chinese propolis reduce the inflammation through an inhibition of autophagy by reducing the distribution and accumulation of LC3 in vascular endothelial cells [83] . Another study mentions that a Taiwanese green propolis partially inhibited the NLRP3 inflammasome via autophagy induction [84] . Moreover, chrysin, another polyphenol, has been reported to be present in propolis and our samples ( Table 1 , number 32). Chrysin would be able to decrease the induction of proteins associated with autophagy in mesangial cells that were exposed to advanced glycation end products [85] .
This decrease could restore this pathway normal levels, returning the homeostasis that had been lost with the inflammatory stimulus. As oxidative stress could mediate an excessive induction of autophagy [86] , we analyzed whether EEP treatment, by exerting its scavenger action [62, 63] could decrease the amount of NO that was released to the medium. Indeed, the EEP treatment reduced the amount of NO produced (Figure 6 ). Therefore, this could be the mechanism by which the autophagy activation may be inhibited, decreasing the expression of proteins, such as LC3 I, ATG5, and AKT1 (Figure 4a-c) . To elucidate this, functional analysis should be done in the pathway of autophagy in chondrocytes in response to EEP treatment.
Collagen(s) are long-lived proteins [87, 88] . Oxidative damage is, by far, the most important way of inducing a post-translational chemical modification of ECM of the cartilage that will alter collagen longevity [88] . So, a reduction in the oxidative damage by EEP treatment could improve the expression of healthy cartilage marker. EEP treatment induces an increase in protein expression of Col2a1 in chondrocytes that were stimulated with IL-1β probably through this way (Figure 5a,b) . It has been described that the increase of ROS contributes to the degradation of the cartilage by means of an up regulation of MMPs [18] and that pinocembrin (one of the most abundant components of our propolis) inhibits the expression of MMP-1, MMP-3, and MMP-13 at the protein and mRNA levels in cartilage [66] . EEP treatment significantly reduces MMP-13 protein expression in chondrocytes that were stimulated with IL-1β (Figure 5c,d) , probably again through an antioxidant mechanism. These results suggest the beneficial effects of EEP treatment in chondrocytes with OA in vitro, increasing the expression of healthy cartilage marker and reducing the OA marker.
To the best of our knowledge, there is no study that analyzes the effect of propolis on the expression of col2a1 or MMP13 on chondrocytes. Although, it has been described that pinocembrin was able to reduce MMP13 levels in chondrocytes that were stimulated with TNF-α [66] and chrysin was able to increase the levels of collagen II and reduce the levels of MMP13 in chondrocytes [85] .
Koussounadis et al. [89] , in 2015, mentioned that mRNA and protein expression do not always present good correlation for diverse reasons, for example, the different post-transcriptional regulation, mRNA degradation, the half-life of the protein, among others. In the case of the differences that were observed in the expression of Col2a1, we can infer that, since it is a long-lived protein, the oxidative stress that was generated by the inflammatory stimulus could favor the degradation of this protein.
Moreover, its degradation would reduce by decreasing the amount of nitric oxide without altering mRNA expression when the treatment with EEP is applied (Figure 5a ). It is also necessary to mention that the MMP13 expression has a negative relationship with the Col2a1 expression and since this metalloprotinase specifically degrades Col2a1, this could be another way in which the protein expression of Col2a1 varies without generating any modification of its mRNA.
Autophagy is a dynamic pathway whose activity can change in response to different stimulus, such as drugs, cell type, and confluence [7] , because of that, it would be not unusual to find differences between gene and protein expression and sometimes it can be difficult to interpret the results. Hence, this is why we only mentioned the increase or reduction of protein expression.
According to the guidelines for the study of autophagy, most of the ATG genes do not show significant changes in mRNA levels when autophagy is induced [7] . A slight increase of mRNA of LC3 has been observed between 4 to 16 h after starvation, which decreases over time [90] . For this reason, it is thought that the increases in the mRNA expression of LC3 can be quite modest and are cell type and organism dependent. It is also suggested that the study of protein expression would be a more significant parameter in relation to the initiation and completion of autophagy [7] . Therefore, it is likely that, during the time in which the mRNA analysis was performed (24 h post treatment), it had already been degraded by intracellular mechanisms, which would be observed as a lower mRNA expression, despite the fact that the protein expression would remain high (Figure 4 ). Alternatively, we should have measured the rate of general protein breakdown by autophagy, to measure the autophagic flow, and therefore estimate the activity of the autophagy pathway. This is another limitation of this study.
It is important to consider that the antioxidant capacity of propolis responds to a heterogeneous mixture of compounds, including several polyphenols [72, 73] . Each one possesses a particular antioxidant capacity and, for this reason, only the amount present of a particular polyphenol in the EEP is not a good indicator of the scavenger capacity of the compound [91] . For example, quercetin found in the chromatographic profile of Figure 1 , as indicated with the number 11, has approximately 20 times more antioxidant power than pinocembrin, although it is found in a smaller quantities than this latter [91] . Therefore, we cannot rule out that the other polyphenols may be responsible for the antioxidant effect of propolis. In addition, we must take into account that the mixture of polyphenols could have an additive effect. In order to clarify this, the experiments should be carried out to include the effect of each of the different polyphenols that were present in the EEP sample, in comparison to the complete mixture.
In conclusion, the inflammatory stimulation with IL-1β applied on chondrocytes causes a decrease in the expression of healthy cartilage marker and increases in the OA marker, also generates a deregulation of the autophagy pathway. The treatment with EEP is probably able to inhibit these deregulations counteracting the decompensation of the mechanisms that maintain cellular homeostasis, such as autophagy, which could be the initial trigger of mechanical and structural alterations of the tissue. We propose that the mechanism that is involved in the effect of propolis is through a reduction of oxidative stress that is generated by the application of the inflammatory stimulus (Figure 7) . be carried out to include the effect of each of the different polyphenols that were present in the EEP sample, in comparison to the complete mixture.
In conclusion, the inflammatory stimulation with IL-1β applied on chondrocytes causes a decrease in the expression of healthy cartilage marker and increases in the OA marker, also generates a deregulation of the autophagy pathway. The treatment with EEP is probably able to inhibit these deregulations counteracting the decompensation of the mechanisms that maintain cellular homeostasis, such as autophagy, which could be the initial trigger of mechanical and structural alterations of the tissue. We propose that the mechanism that is involved in the effect of propolis is through a reduction of oxidative stress that is generated by the application of the inflammatory stimulus (Figure 7 ). Finally, we propose that treatment with dietary polyphenols in people with OA triggered by aging could be an effective complementary therapeutic approach, since, through anti-inflammatory, antioxidant, and autophagy regulating mechanisms, could inhibit or reduce the causes that would origin cartilage degeneration in relationship to age, such as: modification of the composition of the matrix, increase in oxidative stress, decrease in the number of chondrocytes that are associated with age, and change of the chondrocyte phenotype, among others, thus promoting the viability of chondrocytes and the maintenance of a healthy cartilage. More in vitro and in vivo studies are needed in order to support the effect of polyphenols in OA, evaluating the bioavailability and establishing an effective dose.
Materials and Methods
Preparation and Characterization of Ethanolic Extract of Propolis
A crude brown propolis sample was obtained from a mountainous area (latitude −38°58′4046′′, longitude −72°1′1573′′) near Cunco city, La Araucanía, Chile. Briefly, crude propolis was mixed with ethanol 80% in a 1:3 w/v proportion in an amber colored bottle and incubated for 30 min at 60 °C under constant mixing. Subsequently, the mixture was filtrated on a Whatman No. 1 filter paper in order to separate the ethanolic extract from crude propolis residues. The extract was left at 4 °C and then centrifuged for one night, in order to promote the precipitation of waxes and other poorly soluble waste. Subsequently, the propolis solvents were removed by evaporation and then the product was lyophilized and reconstituted in a 1:1 w/v proportion with ethanol. The EEP was Finally, we propose that treatment with dietary polyphenols in people with OA triggered by aging could be an effective complementary therapeutic approach, since, through anti-inflammatory, antioxidant, and autophagy regulating mechanisms, could inhibit or reduce the causes that would origin cartilage degeneration in relationship to age, such as: modification of the composition of the matrix, increase in oxidative stress, decrease in the number of chondrocytes that are associated with age, and change of the chondrocyte phenotype, among others, thus promoting the viability of chondrocytes and the maintenance of a healthy cartilage. More in vitro and in vivo studies are needed in order to support the effect of polyphenols in OA, evaluating the bioavailability and establishing an effective dose.
Materials and Methods
Preparation and Characterization of Ethanolic Extract of Propolis
A crude brown propolis sample was obtained from a mountainous area (latitude −38 • 58 4046 , longitude −72 • 1 1573 ) near Cunco city, La Araucanía, Chile. Briefly, crude propolis was mixed with ethanol 80% in a 1:3 w/v proportion in an amber colored bottle and incubated for 30 min at 60 • C under constant mixing. Subsequently, the mixture was filtrated on a Whatman No. 1 filter paper in order to separate the ethanolic extract from crude propolis residues. The extract was left at 4 • C and then centrifuged for one night, in order to promote the precipitation of waxes and other poorly soluble waste. Subsequently, the propolis solvents were removed by evaporation and then the product was lyophilized and reconstituted in a 1:1 w/v proportion with ethanol. The EEP was analyzed with HPLC equipment (LC-20AD pumps, SIL-20AC injector, CTO-20A columns and DAD detector SPD-M20A, Kyoto, Japan); MS: MicroTOF-QII, Bruker Daltonics (Billerica, MA, USA). In the mass spectrometer, the DAD detector effluent was divided into a 1:10 ratio (split 1:10), with one part (50 µL/min.) being directed to the mass spectrometer. The electrospray source was used in negative mode at 3000 V. Nebulizer gas (nitrogen): 35 psi; drying gas (nitrogen): 6 L/min. at 220 • C. The mass scale of the equipment was calibrated with a sodium acetate solution. Additionally, the amount of pinocembrin was quantified while using the same method.
Cartilage Samples Collection and Primary Chondrocyte Culture
Normal articular cartilage was collected from five white New Zealand buck rabbits, which were anesthetized with overdose of propofol and euthanized using Potassium chlorate 60 mg/Kg. After knee joint surgery, the pieces of articular cartilage were dissected and separated from the underlying bone and connective tissues. The pieces were washed three times with PBS 1× and 5% penicillin/streptomicin. The extracted cartilage was digested in a solution of 2 mg/mL Protease Type XIV. Bacterial from (Streptomyces griseus) (Sigma Aldrich, St Louis, MO, USA) in PBS 1× for 1.5 h and 1.5 mg/mL collagenase B (Roche, Meylan, France) in basic medium DMEM at 37 • C overnight. This suspension was centrifuged at 1200 rpm for 8 min. to collect the chondrocytes and was washed with basic medium DMEM. The chondrocytes were cultured in DMEM/F12 (1:1 with 15% FBS plus 1% antibiotic mixture of penicillin/streptomycin) at a density of 1 × 10 5 cells/mL and incubated in a humidified atmosphere of 5% CO 2 at 37 • C. Culture medium was changed every two days and each passage was made when the confluence reached between 80-90%. We only used the second passage of cells in all experiments in order to avoid loss of chondrocyte phenotype [92] .
Cell Viability Analysis in Response to EEP Treatment
Cell viability was assessed while using trypan blue staining, as previously described [93] . Rabbit chondrocytes were briefly incubated and then exposed to different concentrations of EEP (0, 2.5, 5, 7.5, 10, and 15 µg/mL) in 24 well plates at a density of 2 × 10 4 cell per well for 24 h. Each experiment was performed in triplicate. The results are expressed as % of viable cells relative to control cells (untreated).
In Vitro Model of OA and Treatments
For the induction of OA-like biological changes, the chondrocytes were stimulated using IL-1β [17] . The cells were incubated for 24 h under the following conditions: Control (untreated); RAP (100 nM rapamycin, Sigma Aldrich, USA); BAF (20 nM bafilomycin, Sigma Aldrich, USA); IL-1β (10 ng/mL IL-1β); EEP (EEP 2.5 µg/mL); IL-1β and EEP (10 ng/mL IL-1β and 2.5 µg/mL EEP); and, vehicle (2% ethanol).
Western Blot Analysis
The chondrocytes were isolated from confluent monolayer cultures using RIPA buffer supplemented with 1mg/mL Halt™ Protease and Phosphatase Inhibitor Cocktail (Thermo Fisher, Waltham, MA, USA) at 4 • C for 30 min. The samples were then centrifuged at 15,000 rpm for 30 min., and the supernatants were harvested to measure the protein concentration. Proteins were quantified while using the Bradford method with BCA detection kit and adjusted to equal concentrations (45 µg) across different samples. Equal amounts of protein were heated at 95 • C for 5 min. and separated using 4-20% Mini protean TGX Precast gel (Biorad, Hercules, CA, USA). Following electrophoresis, the proteins were transferred onto a polyvinylidene fluoride membrane (PVDF, MilliporeSigma, Burlington, MA, USA). The membranes were blocked with 5% BSA (TBST) at room temperature for 1h and then incubated overnight at 4 • C with primary antibodies of autophagy proteins: ATG5 (ab108327, Abcam, Cambridge, UK), AKT1 (#9272, Cell Signaling, Danvers, MA, USA), LC3 (ab128025, Abcam, Cambridge, UK), and cartilage markers COL2A1 (ab34712, Abcam, Cambridge, UK), MMP13 (ab84594, Abcam, Cambridge, UK). Following three wash steps with TBST the membranes were incubated with Horseradish peroxidase (HRP) goat anti-rabbit IgG (#7074 Cell Signaling, Danvers, MA, USA) for 1 h at room temperature. They were washed then with TBST, three times, for 5 min. each time. Protein bands were detected using Amersham ECL TM Advance Western Blotting Detection Kit (GE Healthcare, Chicago, IL, USA).
In the case that proteins have a weight similar to β-actin, stripping was performed with Restore Western Blot Stripping Buffer (21059, Thermo Fisher Scientific, Waltham (MA), USA) according to the manufacturer's instructions. Finally, β-actin expression was used as load control in all western blot assays (A5441, Sigma Aldrich, St Louis, MO, USA). The quantification was performed by densitometry and bands analysis with the ImageJ 1. Total RNA was isolated while using mirVana™ miRNA Isolation Kit (AM1560, Thermo Fisher Scientific, Waltham (MA), USA), according to the manufacturer's instructions. First-strand cDNA was synthesized while using kit Superscript VILO cDNA synthesis, according to the manufacturer's instructions, and Quantitative PCR was performed using 7500 real time PCR system with SYBR Green Master Mix (4309155, Thermo Fisher Scientific, Waltham (MA), USA). The forward and reverse primers that were used are shown in Table 2 . β-actin expression was used as an internal control. Each experiment was repeated three times in technical triplicate. The relative expression of target genes was calculated while using the −2 −∆∆Cq method. 
Measurement of NO Release
The NO release was measured from supernatant of rabbit chondrocytes cultures employing a NO chemiluminescence analyzer (model NOA, Sievers Instruments, Boulder, CO, USA). The evaluated conditions were: control; RAP; BAF; IL-1β; EEP; IL-1β and EEP; and, vehicle. All conditions were cultured for 24 h. The release of gaseous compounds was monitored for at least 8 h at intervals of 15 and 30 min., and 1, 2, 4, 6, and 8 h. After 15 min. of incubation, aliquots (0.5 mL) of accumulated gaseous materials in the headspace were injected into the detector chamber using a Hamilton Gastight syringe [94] . Each experiment was repeated three times.
Statistical Analysis
All of the experiments were repeated at least three times. The results were expressed as mean ± S.D., and the data was analyzed using one-way ANOVA followed by Dunnett, Bonferroni or Tukey Multiple Comparisons while using Sigma Plot (Analysis made in Graph Pad Prism version 5) to determine any significant differences. p < 0.05 was considered to be statistically significant. 
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